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Strains and culture conditions 26
Clinical isolates were acquired from sputum and bronchoalveolar lavage fluid 27 samples that were plated on blood agar or CHROMagar Candida media then restreaked 28 on YPD to obtain single isolates which were saved in 25% glycerol. All C. lusitaniae 29 strains (Table S2) were streaked onto YPD (1% yeast extract, 2% peptone, 2% glucose, 30
1.5% agar) plates every 8-10 days, from the 25% glycerol stocks stored at -80 ºC, and 31 maintained at room temperature. Overnight cultures were grown in liquid YPD at 30 ºC. 32
Cells were grown with YNBG10 or YNBG100 (0.67% yeast nitrogen base medium with 33 ammonium sulfate (RPI Corp), either 10 mM or 100 mM dextrose, 1.5% agar as 34 necessary) and RPMI-1640 (Sigma, containing L-glutamine, 165 mM MOPS, 2% 35 glucose) as noted. CHROMagar Candida medium (CHROMagar) was prepared 36 according to manufacturer's instructions. Colony color on CHROMagar Candida 37 medium varied slightly by batch and incubation time, but isolates grouped together by 38 colony color across replicate experiments. All cultures were incubated at 30 ºC unless 39 otherwise noted. Pseudomonas aeruginosa strains were streaked onto lysogeny broth 40 (LB) every 8-10 days, from 25% glycerol stocks stored -80 ºC, and maintained at 4 ºC. 41
Cultures were grown overnight in LB at 37 ºC unless otherwise noted. 42
Species identification 43
Sequencing of the ITS1 (internal transcribed spacer 1) region amplified from total 44 DNA isolated for a portion of the original right upper lobe sample was previously 45 published (subject 6 in (1)). Additional ITS1 sequencing of individual isolates was 46 performed as follows: DNA was isolated via the MasterPure yeast DNA purification kit(Epicentre), ITS1 region was amplified from genomic DNA using primers ITS1_F andCNVs were examined by plotting window-based read coverage of the short-read 116 alignments from each strain. The depth of coverage was constructed with mosdepth 117 (12), manipulated with shell scripts (mosdepth_prep_ggplot.sh) and plotted with R using 118 ggplot2 (13). Heatmap of chromosome 6 coverage was plotted using the heatmap3 (14) 119 package in R (15). 120
Independent sequencing of MRR1 121
To confirm the presence of SNPs and INDELs in MRR1, MRR1 was amplified 122 from clinical isolate genomic DNA and sequenced. MRR1 was amplified using primers 123 ED050 and ED051 and sequenced using multiple primers (ED052-ED056) by the 124 Molecular Biology Shared Resource Core at Dartmouth (Sanger cycle sequencing). The 125 resulting sequences were aligned using SnapGene software (GSL Biotech, Chicago, IL) 126 to a manually curated version of MRR1 which contained mutations identified via whole 127 genome sequencing. 128
Reannotation of reference genome sequences 129
For MRR1: The protein sequences encoded by the MRR1 orthologs in C. 130 albicans (C3_05920W_A), Candida dubliniensis (Cd36_85850), C. parapsilosis 131 (Cpar2_807270), Candida auris (Qg37_07783), and C. lusitaniae (Clug_00542) were 132 aligned with PRALINE (16) (Fig. S4A) 
Drug susceptibility assays 180
Minimum inhibitory concentration (MIC) was determined using a broth 181 microdilution method as previously described (21) on SLAD medium (2% agar, 0.17% YNB without amino acids or ammonium sulfate, 2% 209 glucose, and 50 µM ammonium sulfate) as previously described (22). In brief, following 210 a PBS wash, an OD600 of 0.5 of each parental strain was combined and resuspended to 211 a final volume of 1 mL in PBS. 5 µL of each mixture were incubated on SLAD plates at 212 30°C for 72 hours. Mating spots were scraped up and resuspended in 500 μl H2O then 213 50 μl aliquots were plated on double selection medium (1.5% agar, 0.17% YNB without 214 amino acids, 2% glucose, 10 μg/ml cycloheximide, 1 mg/ml 5-FOA, 50 μg/ml uracil) and 215 incubated for 2-4 days at 30°C to select for products of meiosis that contained the 216 resistance markers from both parental strains. Each parental strain alone was used as a 217 control to assess the level of spontaneous resistance due to mutation on the double 218 selection medium. The FLZ MIC and MRR1 allele was determined for approximately 219 thirty haploid progeny from each cross. MRR1 allele was determined by amplification of 220 a MRR1 fragment with SNP specific primers which detected the presence or absence of 221 the SNPs causing the Mrr1 variants H467L (ED062, ED063), L1191H+Q1197* (ED064, 222
ED065) and Y813C (ED066, ED067). 223
Mutant construction 224
Mutants were constructed as previously described using an expression free 225 ribonucleoprotein CRISPR-Cas9 method (23). Primers used to create knockout 226 constructs and crRNA are listed in Table S3 . 227
In vitro evolution 228
Overnight cultures were washed with dH2O and diluted into fresh YNBG10 to an 229 OD600 of 0.04. Cultures were grown at 30 ºC on a roller drum for 48 h, before passaging 230 into fresh YNBG10 medium, inoculated to an OD600 of 0.04. Each passage yielded 231 approximately 4-5 duplications. CFU were enumerated in triplicate after plating onto 232 YPD agar containing DMSO (control), 4 μg/ml or 16 μg/ml FLZ and incubation at 30 ºC 233 for 36 hours. 234
Histatin 5 (Hst 5) sensitivity assay 235
Hst 5 susceptibility was measured as previously described (24) 
100%. 245
Pseudomonas aeruginosa zone of inhibition 246
Overnight cultures of C. lusitaniae were adjusted to an OD600 of 0.1 in dH2O and 247 spread onto 20 ml YPD agar plates with a sterile swab (approximately 2x10 4 cells per 248 plate). Cells from overnight cultures of P. aeruginosa were resuspended in dH2O to an 249 OD600 of 1. 2 μl of the suspension was applied on top of agar that was inoculated with 250 C. lusitaniae. Plates were incubated at 30 ºC for 48 hours before the zone of clearance 251 or inhibition (inhibited C. lusitaniae growth) surrounding the P. aeruginosa colony was 252 measured, in millimeters. Strains were measured in quintuplicate.
Statistical analyses 254
Statistical analyses were done using GraphPad Prism 6 (GraphPad Software 
Data availability 265
The data supporting the findings in this study are available within the paper and 266 its supplemental information and are also available from the corresponding author upon 267 (Fig. 1C) . Data points for isolates with the same MRR1 allele 342 are colored the same, a-b P<0.0001. Isolate U02, which has a 6L duplication (Fig. S3B) replicates is shown, similar results observed on three independent days, a-b, P<0.0001. 
